. Expression and purification of the putative actin-CFL-1 interaction domains of SPCA1. (A) Illustration of SPCA1 structure: SPCA1 contains 10 hydrophobic transmembrane helices. N and C termini (N-term and C-term) are exposed to the cytosolic side as well as four intertransmembrane domains, labeled Loop1 through Loop4 (L1-L4, Fig. 1 A) . The N-term and L1 of SPCA1 fold to an A-domain. The largest cytosolic domain (L2) contains an N-domain and a P-domain. (B) CFL-1 was immunoprecipitated from HeLa cell lysates. The lysate was also incubated with a rabbit IgG antibody as a negative control. 10% total input and the CFL-1 and IgG immunoprecipitates were separated by SDS-PAGE and detected by Western blotting with SPCA1 and CFL-1 antibodies. (C) Schematic representation of the His-Sumo expression constructs of SPCA1 cytosolic domains (N-term, L1, L2, L3, L4, and C-term). (D) The cytosolic domains were expressed and purified from E. coli. Proteins were separated by SDS-PAGE and visualized by Coomassie staining. Figure S2 . CFL-1 is diffusely distributed in the cytosol in nonpermeabilized cells. HeLa cells stably expressing GFP-HA, SPCA1-L1-HA, and SPCA1-L2-C1-HA were fixed with formaldehyde, then permeabilized with 0.2% Triton X-100 and 0.5% SDS before incubation with anti-SPCA1 (green) or anti-CFL-1 (red) antibodies. Bars, 10 µm. Figure S3 . Multiple sequence alignment of SPCA1 orthologues. Conserved residues are highlighted in yellow, and the CFL-1-interacting region is indicated by light-blue shading. Residues that influence CFL binding are highlighted in red in SPCA1 sequences and green in Rat ATPA2 (Na + /K + -ATPase). A), and SPCA1-L2-C1 were fixed with formaldehyde and permeabilized using 0.2% Triton X-100 and 0.5% SDS before incubation with anti-SPCA1 (green) or anti-CFL-1 (red) antibodies. Bars, 10 µm.
